6 145 using empirical base frequencies and estimating proportions. The data was bootstrapped 146 for 100 replicates.
148 2.3. Characterization of the miRNAs studied

149
We examined the expression of the following mature miRNAs: bantam (bantam-150 3-p), let-7 (let-7-5p), miR-1 (miR-1-3p), miR-10 (miR-10-5p), miR-34 (miR-34-5p), 151 miR-184 (miR-184-3p) and miR-276 (miR-276-3p). In the case of miR-10 and miR-152 276, we also examined the "passenger" strand: miR-10* (miR-10-3p) and miR-276* 153 (miR-276-5p). The discrimination between the mature and passenger strand is based on First, we studied the influence of Ago1 on miRNA levels, using the following 259 mature miRNAs as case studies: bantam (bantam-3-p), let-7 (let-7-5p), miR-1 (miR-1-260 3p), miR-10 (miR-10-5p), miR-34 (miR-34-5p), miR-184 (miR-184-3p) and miR-276
261 (miR-276-3p). Moreover, we also studied the "passenger" strand of two of them: miR-262 10* (miR-10-3p) and miR-276* (miR-276-5p). We treated freshly emerged N5 with 0.5 263 µg of dsAgo1, and we measured the levels of these miRNAs in freshly emerged N6 264 (N6D0). Bantam, let-7, miR-1, miR-184, and miR-276 were significantly down-265 regulated, miR-10 tended to be down-regulated, miR-34 was practically unaffected, 266 whereas miR-10* and miR-276* were significantly up-regulated (Fig. 3A) .
267
Using an equivalent approach, we studied the effect of Ago2-depletion. Freshly 268 emerged N5 were treated with 2.5 µg of dsAgo2, and the miRNAs were measured in 269 freshly emerged N6. Results showed that only let-7 and miR-1 were significantly down-270 regulated, whereas all the others were not significantly affected, although miR-10*, 271 miR-184 and miR-276 tended to be down-regulated (Fig. 3B) 
288
All insects treated with dsAgo1 in N5 and dsAtro in N6 (n=15) died the day after 289 the second treatment. Those treated with dsAgo2 in N5 and dsAtro in N6 (n=20) molted 290 from N6 to normal adults or had, at most, the forewings (tegmina) slightly separated 291 from one another (Fig. 4B) . On day 4 of N6 the levels of Ago2 mRNA were still 292 significantly lower (50% as average) than in the controls, whereas Atrophin levels were 293 similar to the controls (Fig. 4A ).
294
The lethal effects of Ago1 depletion in these in vivo experiments prevented us 295 demonstrating whether Ago1 operates in the siRNA pathway and the RNAi process. Supplementary Table S1 . Name of the species and the protein sequences used in the phylogenetic analysis.
Supplementary Table S2 . Primers used to prepare the dsRNA for RNAi experiments, and to measure expression levels by qRT-PCR.
Supplementary Figure S1 . Sequence organization of Ago1, Ago2 and Piwi proteins from Blattella germanica and Drosophila melanogaster.
Supplementary Figure S2 . Effect of RNAi of Ago1 in Blattella germanica in terms of percentage of the different phenotypes obtained.
